Hyperspectral imaging covering the spectral range of 384-1034 nm combined with chemometric methods was used to detect Sclerotinia sclerotiorum (SS) on oilseed rape stems by two sample sets (60 healthy and 60 infected stems for each set). Second derivative spectra and PCA loadings were used to select the optimal wavelengths. Discriminant models were built and compared to detect SS on oilseed rape stems, including partial least squares-discriminant analysis, radial basis function neural network, support vector machine and extreme learning machine. The discriminant models using full spectra and optimal wavelengths showed good performance with classification accuracies of over 80% for the calibration and prediction set. Comparing all developed models, the optimal classification accuracies of the calibration and prediction set were over 90%. The similarity of selected optimal wavelengths also indicated the feasibility of using hyperspectral imaging to detect SS on oilseed rape stems. The results indicated that hyperspectral imaging could be used as a fast, non-destructive and reliable technique to detect plant diseases on stems.
Introduction
Crop diseases are major threats to crop growth, resulting in crop yield and quality loss [1] [2] [3] . Timely and proper disease control is crucial for crop safe and efficient production. Sclerotinia sclerotiorum (SS) is one of the most serious diseases on oilseed rape. It can infect all aboveground parts of the oilseed rape plants, including leaves, stems, flowers and pods [4, 5] . Stems are the most sensitive parts to SS, which also cause the most severe consequences. The ascospores of SS are generated from the apothecia in the soil or the seeds. Treating soil and seeds with fungicides is the most effective method to prevent SS. However, due to the complicated structure of soil, and the fact that some of ascospores are dispersed more widely from other fields into surrounding crops, full prevention of SS on oilseed rape is quite difficult.
Early detection, timely prevention and control of SS on oilseed rape plants provide another effective method for disease control. The major issues then come to how to effectively and accurately detect SS on oilseed rape plants. Traditional methods, including DNA, RNA and serological based ones, are the most commonly used methods in disease detection. However, the above methods are laborious, time consuming and requiring complex sample preparation. These methods cannot be used in fields either to conduct rapid on-line, large-scale detection [6] [7] [8] [9] .
Rapid and accurate detection of crop diseases in large-scale field is essential for disease control at early stage of infection. Imaging and spectroscopy techniques have been used to detect crop diseases
Materials and Methods

Sample Preparation
Oilseed rape (Brassica napus L., cv. ZS758) seeds were sown into the seedbed at the experimental farm of Zhejiang University (Hangzhou, China). The seedlings were transplanted into the experimental fields a month later at the 5-leaf stage. The temperature and humidity of growth environment were around 16 • C and 70%. After four months, the oilseed rape stems were suitable for experiments. Two experiments were conducted. For the first experiment, 150 stems were collected without leaves and branches, 60 stems were used as healthy samples and 90 stems were used for SS inoculation. The collected stems were then placed in pallets with distilled water to keep the stems fresh. Sclerotinia sclerotiorum were cultured in a potato agar for three days before the stem collection. After the stem collection, the mycelial pellets were selected and inoculated onto the stems. The oilseed rape stems were kept in a controlled environment with a temperature of 20 • C and a humidity of 80%. Forty-eight hours later, 60 healthy stems and 60 infected stems were collected for hyperspectral images acquisition. The second experiment was conducted 48 h after the SS inoculation of the first experiment. The procedure of the second experiment was the same as that of the first one.
Hyperspectral Image Acquisition and Calibration
A hyperspectral imaging system covering the spectral range of 384-1034 nm was used to acquire hyperspectral images of stems. The system was formed by an imaging spectrograph (ImSpector V10E; Spectral Imaging Ltd., Oulu, Finland), coupled with a CCD camera (C8484-05, Hamamatsu, Hamamatsu City, Japan). The major parameters of this hyperspectral imaging system are that the spectral resolution is 2.8 mm, the pixel size is 6.45 µm × 6.45 µm and the frame rate is 8.9FPS. The operating temperature of the camera is 0-40 • C. The environment temperature was around 20 • C when the images were collected. The illumination light was provided by two 150 W tungsten halogen lamps (Fiber-Lite DC950 Illuminator; Dolan Jenner Industries Inc., Boxborough, MA, USA). The hyperspectral imaging system conducted line scanning, and a conveyer belt driven by a stepper motor (Isuzu Optics Corp, Hsinchu, Taiwan) was used to move the samples to be scanned.
The hyperspectral images acquisition was controlled by the Spectral Image-V10E software (Isuzu Optics Corp). The system was adjusted to be suitable to acquire the clear and non-deformable images, and the height between the lens and the sample, the moving speed of the conveyer and the exposure time of the camera was set as 40 cm, 2.05 mm/s and 0.13 s respectively.
The acquired hyperspectral images should be corrected from raw images to reflectance images by the white reference image and dark reference image. The correction was conducted according to the following equation:
where I R was the corrected image, I raw was the raw acquired image, I w was the white reference acquired by the special white Teflon tile with nearly 100% reflectance, I d was the dark reference image acquired by turning off the light source together with covering the camera lens completely for nearly 0 reflectance.
Spectra Extraction
Two different procedures for spectral data extraction were applied. The first one was to extract the average spectrum of each entire stem for analysis. This procedure was the most widely used spectra extraction procedure in hyperspectral images. The second one was to extract pixel-wise spectra for analysis. The pixel-wise spectra of healthy stems and the infected regions within the infected stems were extracted.
As in many other studies, the average spectrum of each sample was acquired without preprocessing of pixel-wise spectra [22] [23] [24] . Average spectra were extracted by averaging pixel-wise spectra of all pixels, and the averaged spectra in many studies showed no absolute random noises due to the average of thousands to hundreds of thousands pixel-wise spectra [22, 23] . However, the pixel-wise spectra showed obvious noises. To use pixel-wise spectra for analysis, pixel-wise spectra should be preprocessed to reduce noises. In this study, 2000 healthy pixels and 2000 pixels of infected regions were extracted of each sample set, and randomly divided into the calibration and prediction set at the ratio of 3:1.
Multivariate Analysis
Discriminant Models
To accurately detect SS on oilseed rape stems, pattern recognition methods, including PLS-DA, SVM, RBFNN and ELM, were applied to build discriminant models.
PLS-DA is a supervised pattern recognition method. PLS-DA is conducted in the same manner as PLS regression (PLSR). PLSR or PLS-DA has great ability to explore the linear relationship between the independent variable and the dependent variables [25, 26] , especially when the number of the independent variables is greater than the number of dependent variables. PLSR uses numerical variable as dependent variable Y, whereas PLS-DA uses categorical variables. The input of dependent variable of PLS-DA is category values, and the output is numerical due to the regression procedure, thus a threshold value should be set to determine which category the sample belongs to [27, 28] .
SVM is a widely used supervised pattern recognition method. SVM transforms the original data into a high dimension space, and constructs a hyperplane or sets of hyperplane to maximize the distance of samples from different categories. Kernel functions are essential in SVM to map the original data into a high dimension space. Many kernel functions have been proposed, and radial basis function (RBF) is a widely used and efficient kernel function. In this study, RBF was used as the kernel function of SVM. To conduct SVM, two parameters should be determined for better classification, including the bandwidth of the RBF (γ) kernel and the penalty coefficient (C) [29] . A grid search procedure was used to select the optimal combination of γ and C.
RBFNN is a feedforward neural network. RBFNN has an input layer, a hidden layer and an output layer. In RBFNN, RBF is used as the activation function, and nonlinear transformation of the data from the input space to the output space using the linear combination of RBF is utilized in the network. RBFNN has the advantages of fast learning speed, high generalization ability and arbitrary approximation [30, 31] . To conduct RBFNN on Matlab, a spread value should be determined and optimized.
ELM is an emerging learning neural algorithm. ELM contains one hidden layer and one linear output layer, and the weights between the hidden layer and output layer are selected by minimal norm least square method. Different from traditional learning algorithms, ELM can be trained much faster. Because of its excellent performance in classification and regression problems, ELM has been used in many researches of hyperspectral images [32] .
Optimal Wavelength Selection
Optimal wavelength selection is quite efficient in spectral data analysis to reduce the collinearity and redundancy of spectra data. The selection of wavelengths carrying the most information could reduce the influence of the uninformative wavelengths, reduce the data amount and improve the model performances. In this study, second derivative spectra and the PCA loadings were used to select optimal wavelengths.
Second derivative is a widely used spectra preprocessing method. Derivative of spectra could help to improve the spectral resolution and identify the spectral peaks. The spectral peaks of the raw spectra could be highlighted in second derivative spectra (2nd derivative spectra), even quite small peaks. The spectral peaks refer to the typical chemical bonds information, thus these peaks could be selected and used to predict the quality parameters of the samples. Second derivative spectra of different sample categories could be used to identify the differences of the typical chemical bonds. The spectral peaks of 2nd derivative spectra with larger differences could be selected as the optimal wavelengths to discriminant sample categories [33, 34] .
PCA is a widely used qualitative analysis method in spectral data. PCA linearly transforms the original data variables into new orthogonal variables (called principal components, PCs). The new variables are ranked by the data variances, and the first few PCs contain the most of the useful information and explain most of the total variance. Loading vector of each PC represents the regression coefficients of each wavelength at the corresponding PC, indicating importance of the corresponding wavelengths. The peaks and valleys of the first few PCA loading plots could be manually selected as the optimal wavelengths [35, 36] .
Localization and Visualization of Infected Region
Accurate detection of the stems infected by SS could help to treat the disease, which is quite important in oilseed rape disease control, and reduce the use of fungicides. Furthermore, exact and precise treatment of SS on stems needs to know the location of the infected area. Due to the advantage of acquiring spectral and spatial information simultaneously by hyperspectral imaging, the pixels within the stem could be classified to healthy and infected by the classification models. A distribution map formed by the prediction of the pixels could provide direct visual presentation of the infection, and could help to achieve point to point treatment. The general procedure of image visualization is to apply the calibration models using the optimal wavelengths to predict the pixels within the hyperspectral image. The optimal wavelengths and the calibration models are essential for obtaining good distribution maps. 
Software and Model Evaluation
The cut of hyperspectral image to isolate each stem as individual hyperspectral images was manually conducted on ENVI 4.6 (ITT, Visual Information Solutions, Boulder, CO, USA). The spectral data extraction was conducted on Matlab R2010b (The Math Works, Natick, MA, USA). The image visualization was also conducted on Matlab R2010b. PCA, 2nd derivative preprocessing and PLS-DA was performed on Unscrambler ® 10.1 (CAMO AS, Oslo, Norway). The performances of the discriminant models were evaluated by the classification accuracy of the calibration set and the prediction set.
Results
Sample Average Spectra Analysis
Spectra Features
The spectra of healthy and infected stems were acquired in the range of 384-1034 nm. Considering the obvious noises in the head and end of the spectra, only the spectra of 439.89-950.13 nm were analyzed. Moving average smoothing (MAS) with seven smoothing points was applied to preprocess the spectra of the two sample sets. The spectra of sample set 1 and sample set 2 were similar, and it could be observed that the spectral profile of oilseed stems were quite similar to that of oilseed rape leaves [37, 38] . The similarity of the spectra between the stems and the leaves were mainly attributed to the pigments. No significant differences were observed in Figure 1a visualization is to apply the calibration models using the optimal wavelengths to predict the pixels within the hyperspectral image. The optimal wavelengths and the calibration models are essential for obtaining good distribution maps.
Software and Model Evaluation
Results
Sample Average Spectra Analysis
Spectra Features
The spectra of healthy and infected stems were acquired in the range of 384-1034 nm. Considering the obvious noises in the head and end of the spectra, only the spectra of 439.89-950.13 nm were analyzed. Moving average smoothing (MAS) with seven smoothing points was applied to preprocess the spectra of the two sample sets. The spectra of sample set 1 and sample set 2 were similar, and it could be observed that the spectral profile of oilseed stems were quite similar to that of oilseed rape leaves [37, 38] . The similarity of the spectra between the stems and the leaves were mainly attributed to the pigments. No significant differences were observed in Figure 1a ,b. The average spectra of the healthy stems and the infected stems of the two sample sets are shown in Figure 1 ,d. Slight differences in the reflectance were observed, especially in the range of 750-900 nm.
Figure1. Spectra of sample set 1 and 2 (a,b) and corresponding average spectra of healthy and infected stems of sample set 1 and 2 (c,d). 
Discriminant Models Using Full Spectra
The partial least squares-discriminant analysis (PLS-DA), radial basis function neural network (RBFNN), extreme learning machine (ELM) and support vector machine (SVM) models were built using the full spectra to evaluate the discriminant performances. The results of the discriminant models are shown in Table 1 . The PLS-DA, RBFNN, ELM and SVM models of the two sample sets obtained good performances, with the classification accuracies of the calibration and prediction set equal to or higher than 87.5%. The ELM models performed best among all discriminant models. Differences could be observed from the performances of the same model between two different sample sets. Differences could also be observed from the performances of different models for the same sample set. High classification accuracies by different discriminant models of different sample sets indicated that hyperspectral imaging could be used to detect SS on oilseed rape stems. Use of two different sample sets validated the feasibility and potential. Table 1 . Results of discriminant models using full spectra and pixel-wise spectra of sample set 1 and 2. 
Optimal Wavelength Selection
Optimal wavelength selection was applied to select a few wavelengths carrying the most useful information to best discriminate healthy and infected stems. Herein, second derivative spectra (2nd derivative spectra) and principal component analysis (PCA) loadings were used to select optimal wavelengths. Average spectra of healthy and infected leaves were used to perform second order Savitzky-Golay (SG) derivative. The first 3 PCs of the two sample sets both explained over 97% of the total variances, and loadings of the first three PCs were used to select the optimal wavelengths. Figure 2 shows the optimal wavelengths selected by 2nd derivative spectra and PCA loadings, and the selected optimal wavelengths are also presented in Table 2 . Figure 2a ,b show the optimal wavelengths selected by 2nd derivative spectra. Obvious similarity could be observed from the 2nd derivative spectra of healthy and infected stems between the two sample sets. The peaks and valleys of 2nd derivative spectra of the two sample sets were nearly the same. Optimal wavelengths selected by 2nd derivative spectra were based on the spectral features of healthy and infected samples. Most of the selected optimal wavelengths in the two sample sets were the same or similar. The optimal wavelengths were selected based on the differences in the peaks and valleys of 2nd derivative spectra of healthy and infected stems. The differences in the peaks and valleys of 2nd derivative spectra of healthy and infected stems for the two sample sets were different, resulting in the differences in the selected optimal wavelengths. Figure 2c ,d shows the optimal wavelengths selected by PCA loadings of the two sample sets. For sample set 1, PC1, PC2 and PC3 explained 67.360%, 27.673% and 2.913% of total variance, respectively. For sample set 2, PC1, PC2 and PC3 explained 76.576%, 16.408% and 4.928% of total variance, respectively. Although each PC between the two sample sets explained different percentage of total variance, the loading lines showed similar shapes. 
Figure2. Optimal wavelength selection of sample set 1 and 2 by 2nd derivative spectra (a,b) and the PCA loadings (c,d). Table 2 . Optimal wavelengths selection of sample set 1 and 2 selected by 2nd derivative spectra and the PCA loadings of sample set 1 and 2 using sample average spectra. The selected optimal wavelengths of the two sample sets in Table 2 were similar with slight differences. PCA extracted the useful information of the two sample sets, and the similarity of the two sample sets resulted in the similarity of the optimal wavelengths. Therefore, a general trend could be found that optimal wavelength selection showed good repeatability between different sample sets under the same sample conditions.
Method
Discriminant Models Using Optimal Wavelengths
The PLS-DA, RBFNN, ELM and SVM models using optimal wavelengths of the two sample sets were built. The results are shown in Table 3 . All discriminant models obtained satisfactory results, with classification accuracies of the calibration and prediction sets equal to or over 80%. The ELM models performed the best among all models. For each sample set, the same models using optimal wavelengths selected by the two methods showed close results. Different models using optimal wavelengths selected by one method showed significantly different results, indicating the Table 2 . Optimal wavelengths selection of sample set 1 and 2 selected by 2nd derivative spectra and the PCA loadings of sample set 1 and 2 using sample average spectra. The selected optimal wavelengths of the two sample sets in Table 2 were similar with slight differences. PCA extracted the useful information of the two sample sets, and the similarity of the two sample sets resulted in the similarity of the optimal wavelengths. Therefore, a general trend could be found that optimal wavelength selection showed good repeatability between different sample sets under the same sample conditions.
The PLS-DA, RBFNN, ELM and SVM models using optimal wavelengths of the two sample sets were built. The results are shown in Table 3 . All discriminant models obtained satisfactory results, with classification accuracies of the calibration and prediction sets equal to or over 80%. The ELM models performed the best among all models. For each sample set, the same models using optimal wavelengths selected by the two methods showed close results. Different models using optimal wavelengths selected by one method showed significantly different results, indicating the importance
of selecting discriminant models. For each optimal wavelength selection method, the same models of different sample sets showed close results, indicating the effectiveness of optimal wavelength selection. The use of average spectra of healthy and infected stems provided the potential of fast and accurate detection of SS infected stems. A further study was conducted to locate the infected region for precise detection and control. Knowing the precise location and region of the infected region, the disease control would be more efficient, and the use of fungicides would be minimized.
The pixel-wise spectra were extracted from the healthy stems and the infected region in the infected stems. Considering the obvious noises in the head and end of pixel-wise spectra, only the spectra of 439.89-950.13 nm were analyzed. Pixel-wise spectra (Figure 3) showed obvious noises. importance of selecting discriminant models. For each optimal wavelength selection method, the same models of different sample sets showed close results, indicating the effectiveness of optimal wavelength selection. The use of average spectra of healthy and infected stems provided the potential of fast and accurate detection of SS infected stems. A further study was conducted to locate the infected region for precise detection and control. Knowing the precise location and region of the infected region, the disease control would be more efficient, and the use of fungicides would be minimized.
The pixel-wise spectra were extracted from the healthy stems and the infected region in the infected stems. Considering the obvious noises in the head and end of pixel-wise spectra, only the spectra of 439.89-950.13 nm were analyzed. Pixel-wise spectra (Figure 3) showed obvious noises.
Figure3. Raw and WT preprocessed spectra of 10 pixels from the middle top and 10 pixels from side bottom of a randomly selected stem of sample set 1.
Wavelet transform (WT) using wavelet function Daubechies 8 and decomposition level 6 was applied to preprocess pixel-wise spectra of sample set 1, WT using wavelet function Daubechies 6 and decomposition level 6 was applied to preprocess pixel-wise spectra of sample set 2 [39] . A fact should be considered that the stem was not flat. Ten pixel-wise spectra of healthy stem from the middle part along with the stem direction and 10 pixel-wise spectra from edge on both sides of the healthy stem sample set 1 are shown in Figure 3 . The pixel-wise spectra from the middle part Wavelet transform (WT) using wavelet function Daubechies 8 and decomposition level 6 was applied to preprocess pixel-wise spectra of sample set 1, WT using wavelet function Daubechies 6 and decomposition level 6 was applied to preprocess pixel-wise spectra of sample set 2 [39] . A fact should be considered that the stem was not flat. Ten pixel-wise spectra of healthy stem from the middle part along with the stem direction and 10 pixel-wise spectra from edge on both sides of the healthy stem sample set 1 are shown in Figure 3 . The pixel-wise spectra from the middle part showed obviously higher reflectance than those from the edge part, demonstrating the influence of sample shape. This influence was considered for pixel-wise spectra extraction. Two thousand pixel-wise spectra each of healthy and infected regions were selected for each sample set. Larger differences of spectra could be observed when compared with Figure 1 . The reason was that the pixel-wise spectra were extracted from the infected regions, while average spectra were acquired from the uninfected regions and the infected regions. The pixel-wise spectra were divided into the calibration set and the prediction set at the ratio of 3:1.
Discriminant Models Using Full Pixel-Wise Spectra
The PLS-DA, SVM, RBFNN and ELM models were built using the full pixel-wise spectra. The results are shown in Table 1 . All discriminant models of the two sample sets obtained good results, with the classification accuracies of the calibration and prediction set over 99%. Classification accuracies of the RBFNN, SVM and ELM models were over 98%, and the PLS-DA model performed relatively worse with the classification accuracies lower than 98%. The same models for the two sample sets obtained similar results, with slightly differences caused by the sample sets.
Optimal Wavelength Selection for Pixel-Wise Spectra
PCA loadings and 2nd derivative spectra were used to select optimal wavelengths for pixel-wise spectra. Average spectra of pixels from the healthy stems and the infected regions were used to obtained 2nd derivative spectra. For sample set 1, PC1, PC2 and PC3 explained 85.199%, 12.022% and 1.506% of total variance. For sample set 2, PC1, PC2 and PC3 explained 81.493%, 13.694% and 3.279% of total variance. The first 3 PCs of the two sample sets explained more than 98% of total variance, and loadings of the first 3 PCs were used to select optimal wavelengths. showed obviously higher reflectance than those from the edge part, demonstrating the influence of sample shape. This influence was considered for pixel-wise spectra extraction. Two thousand pixel-wise spectra each of healthy and infected regions were selected for each sample set. Larger differences of spectra could be observed when compared with Figure 1 . The reason was that the pixel-wise spectra were extracted from the infected regions, while average spectra were acquired from the uninfected regions and the infected regions. The pixel-wise spectra were divided into the calibration set and the prediction set at the ratio of 3:1.
Discriminant Models Using Full Pixel-Wise Spectra
Optimal Wavelength Selection for Pixel-Wise Spectra
PCA loadings and 2nd derivative spectra were used to select optimal wavelengths for pixel-wise spectra. Average spectra of pixels from the healthy stems and the infected regions were used to obtained 2nd derivative spectra. For sample set 1, PC1, PC2 and PC3 explained 85.199%, 12.022% and 1.506% of total variance. For sample set 2, PC1, PC2 and PC3 explained 81.493%, 13.694% and 3.279% of total variance. The first 3 PCs of the two sample sets explained more than 98% of total variance, and loadings of the first 3 PCs were used to select optimal wavelengths. The optimal wavelength selection by 2nd derivative spectra and PCA loadings are shown in Figure 4 , and the corresponding selected optimal wavelengths are presented in Table 4 . Second derivative spectra of sample sets 1 and 2 showed similar shape, and the selected optimal wavelengths were the same. Although each PC explained different percentage of total variance between the two sample sets, the loading line of each PC showed similar shape with slightly differences caused by the samples. The selected optimal wavelengths by PCA loadings of the two samples were quite close. The results indicated the repeatability of optimal wavelength selection by 2nd derivative spectra and PCA loadings between different sample sets.
Discriminant Models Using Optimal Wavelengths
The PLS-DA, SVM, RBFNN and ELM models were built using the optimal wavelengths selected by the two methods. All discriminant models showed good discriminant performances with classification accuracies of the calibration and prediction set of the two sample sets over 90% (shown in Table 5 ). The SVM, RBFNN and ELM models obtained better results, with classification accuracies over 98%, while the PLS-DA model obtained slightly worse results with classification accuracies lower than 97%. For each sample set, the same discriminant models using optimal wavelengths selected by the two different methods showed quite close results. For different sample sets, the same models using optimal wavelengths selected by the same method also obtained quite close results. Table 5 . Results of discriminant models using optimal wavelengths of pixel-wise spectra of sample set 1 and 2. 
Visualization of Infected Regions within the Stem
The SVM models using optimal wavelengths selected from pixel-wise spectra of the two sample sets were used to locate the infected regions within the stems. Two randomly selected infected stems of the two sample sets were used for visualization. The same spectral preprocessing was conducted on the spectra of each pixel within the two hyperspectral images. The visualization maps formed by the SVM models using optimal wavelengths selected by 2nd derivative spectra and PCA loadings are shown in Figure 5 . The visualization maps matched well with the actual distribution in the two sample sets. The results showed that hyperspectral imaging combined with chemometric methods could locate the infected region effectively. (a) (b) Figure 5 . Image visualization of one randomly selected sample from each sample set by the SVM models using optimal wavelengths (a) sample set 1, (b) sample set 2.
Discussion
A hyperspectral imaging system covering spectral range of 384-1034 nm was used to detect SS on oilseed rape stems. Two sample sets formed by healthy and infected stems were used to explore and validate the feasibility of the system. The overall results indicated that hyperspectral imaging could be used to detect and locate SS on oilseed rape stems.
The feasibility and efficiency of plant disease detection based on leaves have been explored by hyperspectral imaging. However, some important issues needed to be addressed for plant disease detection by hyperspectral imaging. Based on the characteristics of different plant diseases, the influences of plant diseases on different plant tissues varied. Leaves were important tissues in plant growth, leaves were more easily to be infected and sampled than other tissues, and studies focused more on leaves than other tissues. But detection of plant diseases on leaves was not enough, especially when the disease firstly infected other tissues and caused more serious consequences in other tissues. In this study, the oilseed rape stems infected by SS caused the most serious consequences, thus detection of plant diseases were needed. The studies of other infected tissues of plants lacked and should pay attention to other infected tissues.
Hyperspectral imaging provided average spectra of samples and pixel-wise spectra within samples. Utilization of spectral information was important for hyperspectral imaging application. Average spectra of each sample have been widely used in detecting plant diseases [40] . Use of average spectra of hyperspectral imaging was the same as Vis/NIR spectroscopy. The differences was that the spectra of Vis/NIR spectroscopy were collected from a small part of the leaves [41, 42] and each sample has one spectra averaged by several times of scans, while average spectra of hyperspectral imaging was acquired from a predefined region of interest (ROI) in the sample. The use of average spectra of infected samples had two situations, average spectra of the entire sample including the infected region and the healthy region within the sample, and average spectra of only the infected region [40, 41] . The former was more effective, samples with or without visible symptoms could be predicted in this situation. For the latter situation, samples without visible symptoms were impossible to be predicted, due to the unknown location of the infected regions.
The use of average spectra would help to rapidly and accurately detect plant diseases. However, the location of infected regions could not be known by the average spectra. Models built by average spectra of just dozens to two hundred of samples may not cover the spectral features of different parts within a sample and the spectral features of unknown samples. Considering the difficulty of acquiring the large number of samples, the possibilities to acquire representative spectra were limited. Pixel-wise spectra within each sample showed features of each sample, including physicochemical properties. Pixel-wise spectra could provide detail information of each part within a sample, while average spectra showed the general information, and some detailed information 
The use of average spectra would help to rapidly and accurately detect plant diseases. However, the location of infected regions could not be known by the average spectra. Models built by average spectra of just dozens to two hundred of samples may not cover the spectral features of different parts within a sample and the spectral features of unknown samples. Considering the difficulty of acquiring the large number of samples, the possibilities to acquire representative spectra were limited. Pixel-wise spectra within each sample showed features of each sample, including physicochemical properties. Pixel-wise spectra could provide detail information of each part within a sample, while average spectra showed the general information, and some detailed information were missing. The use of pixel-wise spectra could highly extend the range of spectra features. In this study, diameters of different stems were different, and the distances between different parts of a stem and the detector were different, resulting in the great differences on reflectance value. It should be noted that the typical symptoms of SS on oilseed stem were the same among different stems of oilseed rape. Thus, the problem for stem disease detection was to acquire representative spectra to form a spectra database and to overcome the spectra differences caused by the different diameters.
The prediction maps formed by pixel-spectra based models showed that pixel-wise spectra were effective for plant disease detection. A problem in bringing hyperspectral imaging to real-world application was that it was quite difficult to obtain representative spectra from samples. Pixel-wise spectra provided an alternative to obtain representative spectra from samples. Take oilseed rape stems in this study for example, stems infected by SS showed similar symptoms, and the major difference in shape was the diameters. Different stems might have different diameters, and the distance between different parts of a stem and the detector was different. Pixel-wise spectra of healthy and infected pixels in different parts covered spectral features relating to sample shapes and symptoms. Thus, a pixel-wise spectrum could be used to present the spectral features of the pixels in different stems which had the same distance between the pixel and the detector. Hence, there was no need to seek a lot of samples to search for the representative spectra. A representative spectra database was feasible by using pixel-wise spectra. As in this study, pixel-wise spectra extended the spectral features and could be used to locate the infected regions in stems.
After selecting representative spectra, chemometrics was another essential important issue to be addressed. To bring hyperspectral imaging to real-world application, qualitative analysis of spectral features was not enough, discriminant models should be built [42, 43] . Without robust and accurate models, real-world application of hyperspectral imaging was impossible to achieve. Detection of plant diseases was still at the research stage [44] , the use of chemometric methods has not been fully explored. There were many discriminant methods, some models obtained acceptable results, and they performed differently. In general studies, discriminant models were used in one sample set, whether the discriminant models could also be used in other sample sets or unknown samples needed to be studied. In this study, the same discriminant models obtained different results for two different sample sets, and the models with the best performances were different in the two sample sets. Therefore, it was difficult to conclude which model was the best for real-world application. However, a general trend could be found from different sample sets. Optimal discriminant models with greater applicability and universality should be developed. Moreover, discriminant models using pixel-wise spectra all showed satisfactory results in different sample sets, showing the effectiveness of pixel-wise spectra. Models using more representative spectra could be more effective.
One other problem for hyperspectral imaging was that the large amount of data and the high cost of hyperspectral imaging. Optimal wavelength selection was quite important in hyperspectral imaging, which could result in significant reduction of data amount and improvement of modeling efficiency. Multi-spectral imaging system could be developed using the selected optimal wavelengths, which could significantly reduce the instrument costs. Selecting optimal wavelengths with great universality and repeatability among different samples was essential for these purposes. According to previous studies, optimal wavelengths selected by different methods were different [45, 46] . However, some of the optimal wavelength selection methods were based on performances of discriminant models. For example, wavelengths selected by PLS (PLS regression or PLS-DA) based optimal wavelength selection methods highly depended on the performances of the PLS models [47, 48] . Different optimal LVs and performances of the PLS-DA models in the two sample sets could be found, which would affect optimal wavelengths selection. Optimal wavelengths selected by weighted regression coefficient (Bw) are presented in Table 6 to show that the selected optimal wavelengths were different in different sample sets. Selection of optimal wavelengths based on spectral features of the samples would help to avoid the influence of model performances. Second derivative spectra for optimal wavelength selection were based on the presented spectral peaks, and the PCA loadings for optimal wavelength selection were based on the useful information of the spectra. It could be found that although discriminant models showed different performances, optimal wavelengths selected by the two methods were similar in the two sample sets for average spectra and pixel-wise spectra. The use of 2nd derivative spectra and PCA loadings showed great potential in selection optimal wavelengths with universality and repeatability in different sample sets, which showed great potential to develop low-cost on-line multi-spectral imaging system for practical applications. Table 6 . Optimal wavelengths selection of sample set 1 and 2 selected by Bw using sample average spectra. Besides, the results of visualization showed the great potential of hyperspectral imaging for early detection and localization of disease infection when there were no visible symptoms, which could not be rapidly, noninvasively and accurately detected by other techniques. The prediction maps would provide visual information for plant disease location and regions. Knowing the infected regions in hyperspectral images would help to evaluate the disease severity by identifying pixels of infected regions and the sample regions. The use of hyperspectral imaging would provide great benefits in crop disease detection and control.
Method
In all, hyperspectral imaging as a rapid and nondestructive technique showed great potential in plant diseases detection. Along with the technology development, the acquisition equipment would be easier to carry and operate. It will provide not only canopy level but more information in different levels. To bring hyperspectral imaging to real-world application, it was important to extend the research from leaves to other tissues, to develop discriminant models with great universality for real-world application and to select optimal wavelengths with great universality to reduce data amount and develop low-cost multi-spectral imaging system. The results in this study could provide valuable guidance for bringing hyperspectral imaging to real-world application of plant diseases detection and control.
Conclusions
Hyperspectral imaging combined with chemometrics was applied to detect SS on oilseed rape stems. Average spectra of healthy and infected stems as well as pixel-wise spectra of healthy stems and infected regions within infected stems of two sample sets were extracted and studied. Optimal wavelengths selected by PCA loadings and 2nd derivative spectra were similar between two sample sets, indicating the effectiveness of optimal wavelengths selection by PCA loadings and 2nd derivative spectra. PLS-DA, SVM and RBFNN models using full spectra and optimal wavelengths of average spectra and pixel-wise spectra for two sample sets all obtained satisfactory detection results, indicating that hyperspectral imaging was a promising technique to detect SS on oilseed rape stems. The use of discriminant models and optimal wavelengths selection methods in two different sample sets indicated that chemometric methods were important for hyperspectral imaging application, and selection of optimal discriminant models and optimal wavelengths selection methods which would obtain good results in different sets was important and would help to bring hyperspectral imaging to real-world application. In future studies, more samples and more chemometric methods will be studied under different situations for using hyperspectral imaging to detect SS on oilseed rape stems, as well as other organs and other crops.
